ZFNs was validated to target the smallest exon, exon 3 that contains only 22 bp. The translation start codon is located in exon 2. The sequence shown is the ZFN target, exon 3 sequence is in bold and the cut site is in lower case. (B) Validation of ZFN activity in rat C6 cells using mutation detection assay. mRNA and DNA encoding the ZFN pair were transfected into the rat C6 cells. Twenty hours post-transfection the cells were harvested for DNA preparation. Primers flanking the ZFN target site were used to amplify the target region. The resulting amplicons were denatured by heat and allowed to reanneal by gradually lowering the incubation temperature. Wild-type and mutant alleles formed mismatched double strands that were cleaved by a single-strand-specific endonuclease. The cleaved fragments were resolved on a PAGE gel, indicative of ZFN activity. M, size marker; G, GFP transfection control; D, cells transfected with ZFN plasmid; R, cells transfected with ZFN mRNA. 
